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Functional infectious delivery of the 
human LDLR genomic DNA locus 



A) Light B) GFP C) LDLR 




ldlr-1- a7 CHO cells 4- pHSV-LDLfl (149 kb) 
Figure 6 



AdQuik System 



Bacteria 



pAdQuik-l 

37 kb 



FRT 

Cm' il^VAd 0/100 



(CMVp-i?FP-SV40pA) x 2 ' ''k. 



FLP 




CMVp 

Trans gene X (x kb) 




293 cells 




CRE 



rAdQl-GC-X 



**** 



FIGURE 8 
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The pHSV-BAC Library I 
Library construction and characterization 



Bam HI partial digestion of chromsomal DNA 

Can make library from any species of interest 
eg: human, mouse and rat 



Genomic DNA insert 
-120-145 kb 



BAC plasmid ^ 



11 kb Mgfp 

?plE4l5 



Subclone DNA inserts of -120-145 kb 
into pHSV-BAC vector 



I 
1 



Pick individual clones (approx 200-500,000) 

Propagate in 3 84- well plates, then freeze 
Create master library and copies 



Characterize library 

i) Empty clones 

ii) Insert size 

iii) Insert stability 



Build platforms for library screening 

i) High density filters 

ii) DNA plates 



Figure I 6 



The pHSV-BAC Library II 
Screening the library to obtain clones for functional studies 



Screen library to identify clones 

Two screening platforms will be available. 

i) High density filters for hybridization 

ii) DNA plates of pooled DNA for PCR 



High density filters 



DNA plates 




Package clone as HSV-1 vector 

Using improved helper 
virus-free amplicon packaging 
system. 



Infect cell line of interest 

Human and mouse cell lines 
or primary cells may be used 




Assay for gene function 

In this example GFP and HPRT 
expression are shown from the 
pUSY-HPRT amplicon in a human 
fibroblast cell line. 



Figure 17 



The pHSV-BAC Library III 
Library screening by functional assay 



pHSV-BAC 
library 



T 




Helper virus-free 
packaging system 



Package pHSV-BAC library 
into amplicon particles 



Add amplicon library to 
high density cell array 



Perform functional screen 
on transduced cells 




Identify positive cells, 
and isolate amplicons 
as BACs in E. coli. 



Identify genes by 
sequence comparison 
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